Abstract: This study examined whether cardiorespiratory fitness (CRF) and body composition are associated with salivary secretory immunoglobulin A (SIgA), a mucosal immunity marker, and salivary alpha-amylase (sAA), a marker of stress-related sympathetic nervous system (SNS) activity, in South African children. Morning (7:30-8:00 a.m.) saliva samples were collected from 132 children (10.05˘1.68 years old, 74 females, 58 males). Body composition, resting blood pressure, and predicted maximal aerobic capacity (VO 2max ) were determined, and SIgA and sAA were quantified. Obese children had significantly higher sAA compared with overweight and normal weight children (p < 0.01). SIgA secretion rate was significantly lower in obese and overweight vs. normal weight children (p < 0.01). Multiple-linear regression analysis revealed that body mass index (BMI) (p < 0.05) and diastolic blood pressure (DBP) (p < 0.05) were independent predictors of sAA with CRF acting as a mitigator. Age and BMI predicted SIgA secretion rate (p < 0.05) with BMI (p < 0.001) found to be an independent predictor of SIgA secretion rate. Obesity, based on BMI, was associated with elevated SNS activity and lowered mucosal immunity. CRF-mitigated sympathetic activation was not associated with mucosal immunity.
Introduction
Obesity and associated diseases, such as type 2 diabetes, have reached worldwide epidemic proportions [1] . In particular, childhood obesity is a focus of many public health efforts. In the United States alone, more than 17% of youth are obese [2] and statistics in South Africa reflect a similar problem [3] [4] [5] . Traditional and cultural perceptions regarding body size, urbanization, poor diet, low socioeconomic status, and lack of physical activity are a few of the suggested contributing factors [4, 6] .
The combination of obesity and lack of physical activity (PA) have been shown to have negative effects on immune and neuro-endocrine function [7, 8] . Research examining the association between body composition, aerobic capacity, and immunity in children is still limited. However, from the studies available, it appears that both obesity and PA influence immunity. Cieslak, Frost, and Klentron [7] found that children who spent more time in sport activities had higher aerobic fitness and reported fewer "sick" days compared to those with body fat > 25%. Overweight children have been found to have double the risk of upper respiratory tract infections (URTI) compared with normal weight children, independent of PA levels [9] . Additionally, an increased risk of recurrent acute respiratory infections has been identified in preadolescent children with low PA levels when compared to those who were moderately or highly active [8, 10] . Salivary secretory immunoglobulin A (SIgA) plays an important role in mucosal immunity. This antibody-which acts as the first line of defense against infection at mucosal surfaces by preventing colonization by microbes [8, 11] -has been found to significantly correlate with reported URTIs [7] . Pallaro, Barbeito, et al. [12] , found lower levels of total SIgA in obese compared with lean children, despite not observing an increase in the incidence of clinical symptoms and infections in the obese children. Past research in adults suggests that acute psychological stressors evoke transient increases in SIgA, whereas exposure to chronic stress leads to decreases in SIgA [13] . Links between long-term stress exposure and SIgA reduction have also been noted in children [14, 15] . Thus, SIgA can serve as an important biomarker for examining the stress response in children.
There are a number of studies that have examined the role of the hypothalamic-pituitary adrenal axis in obesity, using salivary cortisol as a marker [15] [16] [17] . However, research on the other component of the stress system, the autonomic nervous system (ANS) is limited. An ideal way to study the functioning of the ANS of an individual, is by using salivary alpha-amylase (sAA) as a surrogate marker of stress-related ANS activity. Research has shown a possible link between sAA and body mass index (BMI). BMI has been found to be negatively associated with average morning sAA, with a 3.4% decrease in average sAA levels for each increasing point on the BMI scale [18] . Strahler, Rosenloecher, et al. examined sAA stress reactivity across different age groups and found that age and BMI were the strongest predictors of sAA increases, and that children had significantly higher baseline sAA activity than both groups of adult participants [19] . Links have also been identified between exercise and sAA. Response patterns of sAA to both physical and psychological stressors have been reported to correspond with response patterns of the sympathetic nervous system (SNS) [20] . However, most studies have focused on the adult population [21] [22] [23] [24] [25] . From the limited paediatric research available, it appears that exercise results in increases in sAA. Capranica, Lupo, et al. [26] observed peak sAA in young, male athletes at the end of a taekwondo competition, suggesting that these competitions may produce high stress in young athletes, the cause of which may be psychological or the result of the physical intensity of the competition and/or repeated performances.
Although the influence of obesity and PA on immunity has been well reported, research in the paediatric population is still limited, particularly in South Africa. The aim of this study was to investigate the effect that obesity has on both mucosal immunity and the SNS in black, South African children from a low socioeconomic area, and whether PA may mitigate these effects.
Methods

Participants
From an urban school in a low socioeconomic area in Pietermaritzburg, KwaZulu-Natal, 132 black, South African children (74 females, 58 males; age 10.05˘1.68 years) participated in the study. The study was approved by the University of KwaZulu-Natal's Biomedical Ethics Research Committee and complied with the World Medical Association Declaration of Helsinki [27] regarding ethical conduct of research involving human subjects. Written informed consent was obtained from the parents/guardians of the participating children and the study information was communicated to them. The guardians/parents completed a medical history form that included sections on infectious, immune, and salivary gland disorders. They were also trained in the salivary collection procedure and were provided with standardised instructions regarding brushing teeth and the intake of food and drink on the morning of the saliva collection [28] .
Saliva Sample Collection
Samples were collected from each school grade on a separate morning over the course of a week, starting with grade 3 on Monday and ending with grade 7 on Friday. The children were requested to rest for 20 min upon arriving in the school hall at 7:00 a.m. and to complete with the researchers a short health questionnaire and interview (Wisconsin Upper Respiratory Symptom Survey (WURSS-44) [29] and the Physical Activity Readiness Questionnaire (PAR-Q) [30] ), in order to assess symptoms of sickness (e.g., fever, flu, diarrhoea) and readiness for physical activity. None of the participants reported symptoms that suggested illness, and there were no reports of "bleeding gums" or "toothache". Saliva samples were collected at the same time from all participants (between 7:30 and 8:00 a.m., ě60 min post breakfast) [28] . The samples were collected via unstimulated passive drool over a time period of five minutes. The saliva collection protocol that was followed is described in Starzak, Konkol, McKune [31] .
Analyses of Salivary Markers
Salivary IgA and sAA activity levels were determined in duplicate by enzyme-linked immunoassays using the SIgA and sAA ELISA kits (Salimetrics, State College, PA, USA). The coefficients of variation (CV) of all duplicate samples were less than 10%. The results were expressed as absolute concentration (µg/mL SIgA or U/mL sAA) and salivary secretion rate (SIgA µg/min or sAA U/min). Salivary IgA and sAA secretion rate were calculated by multiplying absolute SIgA and sAA concentration by saliva flow rate (mL¨min´1). Saliva flow rate was calculated by dividing the total amount of saliva obtained in each sample (mL) by the time taken to produce the sample (4 min) [32] .
Body Composition, Cardiovascular Measurements, and Cardio-Respiratory Fitness
The following measures were determined after the saliva collection by an ISAK Level 2 Anthropometrist. Stature was measured to the nearest 1 mm using a portable stadiometer (Nagata bw-1122h, Nagata Scale Co., Ltd, Yong Kang City, Tainan, Taiwan) and mass was measured to the nearest 0.1 kg using a calibrated electronic scale (Nagata bw-1122h, Nagata Scale Co., Ltd, Yong Kang City, Tainan, Taiwan). Seated resting heart rate, measured to the nearest 1 bpm, and resting blood pressure, measured to the nearest 1 mmHg, were recorded after a resting period of 10 min. Body fat percentage was determined using a 4 site skinfold method [33] . Triceps, biceps, suprailiac, and subscapular skinfolds were measured on the right hand side of the body using Harpenden © (West Sussex, UK-Quality Measurement, Ltd.) skinfold callipers. Each site was measured twice to the nearest 1 mm and the mean value was recorded. Waist (narrowest part of the torso) and hip (level of maximum extension of the buttocks) circumference were measured to the nearest 1 mm with a tape measure and the waist-to-hip ratio was calculated. Cardiorespiratory fitness (CRF) was assessed using the 20 m multi-stage shuttle run test that predicts an individual's maximal aerobic capacity (VO 2max ) [34] . This test has been shown to be an appropriate predictor of CRF for the age groups participating in the study [35] .
Statistical Analyses
The data was tested for normality using the one-sample Kolmogorov-Smirnov test [36] . Descriptive statistics (mean˘SD) were calculated. One-way ANOVA with Tukey's post hoc analysis were used to determine the differences in body composition, cardiovascular measures, CRF, and SIgA and sAA concentrations and secretion rates among the BMI categories. The BMI categories were determined using the growth charts published by the USA Center for Disease Control and Prevention (CDC) for BMI in boys and girls, 2-20 years of age. According to these CDC-BMI-for-age standards, the participants were grouped into the following CDC-BMI-for-age categories: normal weight (<85th percentile), overweight (ě85th percentile to <95th percentile), and obese (ě95 th percentile) [37] .
In addition, the significance of associations between body composition, cardiovascular measures, CRF, and SIgA and sAA concentrations and secretion rates were determined using multiple linear regression (stepwise method) analyses. The concentration of SIgA and sAA and the secretion rate of SIgA and sAA were set as the dependent variables, and the body composition, cardiovascular, and CRF measures as the independent variables. All the independent variables were correlated against themselves and their R squared values were checked for multi-collinearity. Independent variables with R squared values >0.75 indicating high collinearity were removed from the regression analysis. Significance was set at p ď 0.05. All statistics were run using the IBM SPSS (version 19).
Results
Demographics, body composition, cardiovascular measures, CRF, and SIgA and sAA concentration and secretion rates were divided according to the three BMI categories (normal weight, overweight, and obese) based on the USA CDC growth charts and are presented as mean˘standard deviation in Table 1 . The results of the one-way ANOVA examining the differences by BMI categories are indicated in Table 1 and Figure 1 . There were significant differences in mass (F = 83.64, df = 2, 129, p < 0.0001), BMI (F = 193.36, df = 2, 129, p < 0.0001), waist-to-hip ratio (F = 193.36, df = 2, 129, p < 0.0001), body fat percentage (F = 336.98, df = 2, 129, p < 0.0005), systolic blood pressure (SBP) (F = 5.72, df = 2, 129, p < 0.005), diastolic blood pressure (DBP) (F = 291.76, df = 2, 129, p < 0.0001), VO 2max (F = 521.00, df = 2, 129, p < 0.0001), sAA activity (F = 17.05, df = 2, 129, p < 0.0001), sAA secretion rate (F = 15.15, df = 2, 129, p < 0.0001), SIgA concentration (F = 11.30, df = 2, 129, p < 0.0001), and SIgA secretion rate (F = 8.08, df = 2, 129, p < 0.001), among children of different BMI categories. Tukey's post hoc analyses revealed that obese children had significantly (p < 0.01) higher mass, BMI, body fat percentage, DBP, SBP, and sAA activity and secretion rate, compared to overweight and normal weight children, as well as a significantly lower aerobic capacity (VO 2max ) than both normal (p < 0.001) weight and overweight (p < 0.05) children. In addition, SIgA concentration and secretion rate were significantly lower between normal weight and obese children (p < 0.01). 
Discussion
Although the negative effects of obesity and lack of physical activity on immune and neuro-endocrine function have been identified in adults, information is limited for children [7, 8, 38] . This study investigated the effect that body composition and CRF have on salivary biomarkers of mucosal immunity as well as on SNS activation in the paediatric population, and is the first such study conducted on South African children from a low socioeconomic area. The main study findings revealed that BMI, DBP, and VO2max predict sAA (with BMI and DBP as independent predictors and CRF as a mitigator) and that age and BMI category predict SIgA (with BMI as an independent predictor). This indicates that obesity (based on the BMI categories), as well as elevated DBP and poor CRF, play major roles in elevating resting SNS activation and lowering mucosal immunity.
The results demonstrated that obese children had significantly greater weight, BMI, body fat percentage, DBP, and SBP, compared to overweight and normal weight children. A number of other studies have also demonstrated that obese children display elevated blood pressure, BMI, and body fat percentage [39] [40] [41] [42] . Our study also showed that obese children had a significantly lower aerobic capacity (VO2max) than both normal weight and overweight children. Similarly, Berndtsson, Mattsson, et al. [43] found lower relative VO2max in Swedish obese children and adolescents when compared to the reference group.
A higher sAA activity and secretion rate were observed in obese children compared to normal weight or overweight children in our study. This finding is supported by Granger, The multiple linear regression results are presented in Table 2 . The model that best predicted sAA and accounted for 16.82% (R square = 0.1682, adjusted R square = 0.1487) of the variance was: sAA (U/mL) = 6.964 + 1.934ˆ[BMI] + 0.9208ˆ[DBP]´0.7321ˆ [VO 2max ]. This model was significant (F = 8.63, p < 0.0001) and BMI (p < 0.05) and DBP (p < 0.05) were found to be independent predictors of sAA activity.
The model that best predicted sAA secretion rate and accounted for 14.84% (R square =´1682, adjusted R square = 0.1285) of the variance was sAA (U/min) =´5.314 + 2.351ˆ[BMI] + 0.7135[ DBP]´0.2394ˆ [VO 2max ]. This model was significant (F = 7.44, p < 0.0001) and BMI (p < 0.05) was found to be an independent predictor of sAA secretion rate.
The model that best predicted SIgA concentration and accounted for 13.86% (R square = 0.1386, adjusted R square = 0.1251) of the variance was SIgA (µg/mL) = 303.71´1.681ˆ[Age]´45.737[ BMI category]. This model was highly significant (F = 10.29, p < 0.0001) and BMI category (p < 0.05) was found to be an independent predictor of SIgA concentration.
The model that best predicted SIgA secretion rate and accounted for 9.32% (R square = 0.0932, adjusted R square = 0.0791) of the variance was SIgA (µg/min) = 233.04 + 2.210ˆ[Age]´34.886 [ BMIˆCategory] . This model was highly significant (F = 6.58, p < 0.0019) and BMI category (p < 0.001) was found to be an independent predictor of SIgA secretion rate. 
Although the negative effects of obesity and lack of physical activity on immune and neuro-endocrine function have been identified in adults, information is limited for children [7, 8, 38] . This study investigated the effect that body composition and CRF have on salivary biomarkers of mucosal immunity as well as on SNS activation in the paediatric population, and is the first such study conducted on South African children from a low socioeconomic area. The main study findings revealed that BMI, DBP, and VO 2max predict sAA (with BMI and DBP as independent predictors and CRF as a mitigator) and that age and BMI category predict SIgA (with BMI as an independent predictor). This indicates that obesity (based on the BMI categories), as well as elevated DBP and poor CRF, play major roles in elevating resting SNS activation and lowering mucosal immunity.
The results demonstrated that obese children had significantly greater weight, BMI, body fat percentage, DBP, and SBP, compared to overweight and normal weight children. A number of other studies have also demonstrated that obese children display elevated blood pressure, BMI, and body fat percentage [39] [40] [41] [42] . Our study also showed that obese children had a significantly lower aerobic capacity (VO 2max ) than both normal weight and overweight children. Similarly, Berndtsson, Mattsson, et al. [43] found lower relative VO 2max in Swedish obese children and adolescents when compared to the reference group.
A higher sAA activity and secretion rate were observed in obese children compared to normal weight or overweight children in our study. This finding is supported by Granger, Kivlighan, et al. [24] and Granger, Kivlighan, et al. [38] who found a positive association between sAA activity and increased body BMI (greater obesity) in adolescent males and females. However, Nater, Rohleder, et al. [18] found that BMI in the adult population was negatively associated with average morning sAA. Similarly, De Oliveira, Collares, et al. [44] found that obese boys presented with lower sAA activity compared to the control group (they did not note this for obese girls). Differences in the results relating to the association between BMI and sAA may be related to differences in the saliva collection protocol. In the study by De Oliveira, Collares, et al. [44] , saliva was collected after chemical stimulation with lemon juice using a standardized technique. In the present study, saliva was collected via unstimulated passive drool which is considered to be the standard method for collection [45] . However, total sAA production was not reduced among obese boys, suggesting that the decreased enzyme concentration in obese boys may be compensated for by greater salivary secretion. Importantly, our results also indicate that DBP is related to sAA, and that increased aerobic fitness plays a role in reducing sAA. The SNS has a powerful effect on blood pressure, and an increased sympathetic drive has been recognised in patients with borderline hypertension [46] . Therefore, a reduction in sAA activity is beneficial for reducing the risk of developing hypertension. High levels of sAA have been shown to signify psychological stress in young adults, whereas a decrease in sAA is considered to be an indicator of stress reduction [47] . Thus, the relationship between aerobic fitness and sAA found in our study suggests that a high aerobic capacity may have a positive effect on the psychological wellbeing of children. Additionally, the increased sAA activity observed after exercise (as noted in other studies [48] ) may serve to improve the protective effect of saliva since this enzyme is known to inhibit bacterial attachment to oral surfaces [25] . It is possible that this may be a compensatory response to the lower SIgA levels observed in the obese children. Short-term increases in sAA may be useful to the body as energy is made available by increased digestive action in response to stress [20] . Physiological stress reactions comprise orchestrated actions throughout the body, putting the organism in a state of overall preparedness to engage in fight or flight. Thus, increases in sAA activity may be one of many actions involved in activating the body's resources to cope with stressful events or threats to homeostasis [20] . Further studies are needed to examine long-term changes in sAA activity.
Our study also demonstrated significantly lower SIgA concentration and secretion rate in obese compared with normal weight children, suggesting that mucosal immunity may be reduced in obese children. This finding is supported by Pallaroa, Tabernerb, et al. [48] who also observed lower levels of total SIgA in obese compared to lean children. Additionally, Jedrychowski, Maugeri, et al. [9] found that overweight children (BMI > 20) had double the risk of URTIs compared with normal weight children. Past research has indicated that exposure to long-term stress results in SIgA reduction in children [14, 49] . Chronic stress has been shown to be associated with visceral obesity, type 2 diabetes, and related cardiometabolic complications [50] . On the other hand, obesity has been shown to promote systemic low-grade inflammation which can chronically stimulate the stress system [50] [51] [52] . Our results also indicated that there is a decrease in SIgA with increasing age, which is in line with past research [53, 54] . SIgA levels are found to reach their approximate peak by 7 years of age, remain consistently high during mid-life, and then decline during old age [54] .
It is important to recognise the study's limitations. Although salivary flow rate was controlled and clear instructions were provided to the parents and participants regarding brushing teeth and dietary and hydration practices prior to saliva collection, the health condition of the children's gums and teeth was not determined using standardised methods. Furthermore, only one saliva sample was taken per child because of logistical and financial constraints. Additionally, an examination for Tanner stages for sexual maturation [55] was not performed.
Conclusions
This study provides support for an association between poor CRF and/or obesity, and compromised mucosal immunity and SNS activation in children. Results show that obese children have elevated sAA, lowered SIgA, and poor CRF. Replication of the study with a larger sample size is required together with longitudinal follow up of clinical outcomes. This may contribute to a better understanding of the pathways mediating the enhancement of mucosal immunity, control of SNS activation, and chronic disease in children and, subsequently, in adults.
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